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Figure 2.1 



WO 03/060119 



6/27 



PCT/EP03/00493 

10/50166^ 



700 




0 1 1 1 r 



0 1 2 3 4 5 

hours after blood collection 



Figure 2.2 
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Figure 3: 



Blood sampling in PAXgene Tube = 2.5 ml blood + 6.9 ml stabilising reagent, from which the inventors took 
• 1) 4.7 ml (thus containing 1.25 ml of blood) for Qiagen extraction Qr 

-2) 0.4 ml (thus containing 0. 1 1 ml of blood) for MagNA Pure extraction 

After centrifugation. the nucleic acid pellet was : 



1) PAXgene + Qiagen kit 

. . .washed in water and dissolved 
in buffer BR1 from the PAXgene 
blood RNA Kit (Qiagen). Extraction 
of total RNA was performed as 
described in the PAXgene blood 
RNA Kit Handbook 



i 



total RNA concentration measured 
by optical density. 500 ng (and thu! 
different volumes depending on the 
concentration) used for reverse 
transcription. This latter and real 
time PCR were performed as 
described 

(Stordeur et al, J Immunol Methods 
259 (1-2): 55-64, 2002) 

Results : see Table 4.1 



1 



2) PAXgene + MagNA Pure 

... dissolved in the lysis buffer 
contained in the MagNA Pure 
mRNA isolation kit. Extraction 
was performed on the MagNA Pure 
instrument as recommended by 
Roche 



no need to measure mRNA 
concentration. 5 fil were used for 
reverse transcription and real time 
PCR performed in one step, using the 
LC RNA Master hybridisation kit 
(Roche). Real time PCR conditions 
as described 

(Stordeur et al, J Immunol Methods, 
259 (1-2): 55-64, 2002) 

Results : see Table 4.2 



RECOMMENDED PROCEDURE 



PROPOSED PROCEDURE 
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Figure 4 
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Figure 6 
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Figure 9 
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